ZnT2 is a critical mediator of lysosomal-mediated cell death during early mammary gland involution
SUPPLEMENTARY MATERIALS AND METHODS

AdZnT2 transduction in cultured MECs
To verify the expression of AdZnT2 in vitro, HC11 cells were seeded in culture medium in 6-well plates for total crude membrane isolation or in 10 cm dishes for mitochondria isolation and cultured overnight until ~95% confluent. The cells were transfected with AdZnT2-HA at a multiplicity of infection (MOI) of 5 for 24 h. Virus-containing medium was replaced the following day with fresh culture medium and cells were cultured for another 24 h. Expression of ZnT2-HA protein was detected by immunoblotting.
Confocal microscopy
To verify subcellular localization of AdZnT2-HA protein, cells were transfected for 48 h on glass coverslips then fixed with 4% paraformaldehyde in phosphate-buffered saline (PBS) for 10 min and permeabilized with 0.2% Triton X-100 in PBS for 5 min. Nonspecific binding was blocked with 4% bovine serum albumin in PBS for 30 min, and ZnT2-HA was detected following incubation with Alexa 488-conjugated anti-mouse HA (1 μg/mL; Invitrogen) for 1 h at room temperature. Mitochondria were stained with MitoTracker (Invitrogen) diluted in Opti-MEM for 45 min following manufacturer's instructions. Lysosomes were detected with rabbit anti-Lamp1 (7 μg/mL; Abcam) and visualized with anti-rabbit IgG antibody conjugated to Alexa 568 for 20 min.
Immunohistochemistry
Mammary glands were fixed, embedded in paraffin and sectioned (5 μm) as described in the materials and methods. HA (1:400; Sigma-Aldrich; St. Louis, MO, USA) was detected using the ImPRESS Peroxidase Polymer Detection Kit (Vector Labs; Burlingame, CA, USA) and counterstained with toluidine blue. 
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